in a 6,000-liter fermentor containing 3,000 liters of a medium having the same ingredients as described in the previous paper.') Fermentation was carried out for 18.5 hours at 27°C under agitation at 120 rpm and aeration of 1,500 liters/min. Isolation procedures were improved somewhat as follows. The methylene chloride extract (700 liters) of the culture filtrate (2,800 liters) was concentrated to remove the solvent and 10% aqueous MeOH was then added to make up a volume of 1.9 liters. After washing with hexane the solution was diluted with water (1.5 liters) and extracted with CHCI3 (3.7 liters) at pH 9.0. The concentrate of the extract was made up to a volume of 585 ml by addition of benzene. A 400-m1 aliquot of the benzene solution was applied to a column of silica gel (Merck, Silica gel 60, 8 x 52 cm) and mimosamycin was eluted with benzene -AcOEt (4 : 1). Further purification of mimosamycin from the concentrate was performed by silica gel chromatography on a dry column (Woelm for dry column, 4.5 x 94 cm) developed with benzene -AcOEt (1 : 1). A yellow-colored band containing mimosamycin was extracted with CHC13 -MeOH (9 : 1) and the crude extract was chromatographed on silica gel (Merck, Silica gel 60, 3 x 23 cm) using CHCl3 -MeOH (98 : 2) as an eluent. Recrystallization from MeOH gave 75 mg of mimosamycin, yellow prisms, melting at 219221°C. and 4.20 ppm. The first one is from the C-methyl group and the rest must be due to the N-methyl group and O-methyl group. The signal at 8.28 ppm exhibited a nuclear OVERHAUSER effect (NOE) to signals at 3.69 and the extent of 17.6 % area when the signal at 3.69 ppm was irradiated. This evidence indicated that the 8.28 ppm are due to the N-methyl and the proton at C,, respectively. The chemical shift of the O-methyl group at a lower field (4.20 ppm) than the usual range (3.6 -4.0 ppm) is explained in terms of the compression effect of the methyl group. The proton at C, resonated at 7.12 ppm and is coupled with the C, proton (J"1,,,4=0.5 Hz).
The signals of the 'sC-NMR spectrum were assigned as shown in Table 1 The remaining signal at 159.5 ppm was assigned to the quaternary carbon at the C; position. 'Jc,1 coupling constants of the two compounds are shown in Table 2 . Table 2 . 'J0,, Coupling constants in Hz. 
